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Introduction
In most low-and middle-income countries (LMICs), a large number of sick neonates born elsewhere get admitted to neonatal intensive care units (NICU) for advanced care. Compared to 'inborn' neonates who are born and admitted in the same hospital, these 'outborn' or 'extramural' neonates often have worse outcomes. [1] [2] [3] [4] [5] Sepsis is one of the commonest diagnoses at admission in outborn neonates. In contrast to inborn neonates, sepsis in outborn neonates has several distinct features [6, 7] : first, the source of infection can be either community-or hospital-acquired depending upon the place of birth and prior hospitalization. Second, for obvious reasons, the denominator for estimating the risk of sepsis cannot be live births. Third, one cannot accurately estimate the incidence of sepsis because many might already be harboring infection at the time of admission. Finally, outcomes of neonates with sepsis are heterogeneous because of differences in source of infection, AMR, timing of referral, and level of sickness at admission.
Despite the peculiar epidemiology, there is a paucity of high quality data on sepsis among outborn neonates. The National Neonatal-Perinatal Database (NNPD) network of India that provided data on 3831 and 11026 outborn neonates respectively in years 2000 [8] and 2002-03 [9] highlighted a different morbidity and mortality profile in these neonates. Subsequently, there have been a few published studies, largely based on routinely collected clinical and laboratory data, with the inherent limitations of quality. [10] [11] [12] [13] [14] [15] The paucity of reliable data on sepsis in outborn neonates has compromised benchmarking of practices, stymied research investments, and undermined potential policies for change. In the present study, we report prospectively collected data over a three-year period from an exclusively outborn NICU.
Methods

Study setting and population
The Delhi Neonatal Infection Study (DeNIS) collaboration, established in 2010, is a network of investigators of four tertiary care academic units namely, Vardhaman Mahavir Medical College, Maulana Azad Medical College, All India Institute of Medical Sciences (AIIMS; the co-ordinating centre), and Chacha Nehru Bal Chikitasalaya (CNBC; 20 bedded outborn unit with annual turnover of 700 infants) in Delhi. In the current paper, we report the data of the outborn cohort from CNBC; data on the inborn cohort from the other three hospitals has been published elsewhere. [16] All neonates requiring admission in NICU at CNBC from July 2011 to February 2015 were enrolled in the study, after obtaining informed consent from one of the parents. Neonates who required re-admission were excluded. A dedicated research team prospectively recorded the demographic details (obtained by eliciting history from the mother/father) and details of previous hospitalization (usually obtained from the referral note) in a pre-designed case record form (CRF).
Sepsis work-up
All enrolled neonates were monitored for signs of sepsis at admission and later on a daily basis until discharge or death by the clinical team. If a neonate was suspected to have sepsis based on presence of perinatal risk factors and/or symptoms and signs delineated in Young Infant Study algorithm [17] , the research team performed sepsis work up including blood/cerebrospinal fluid/other sterile fluid cultures and sepsis screen (S1 File: Table A ). The cultures were performed as per the standard protocol (S1 File: Panel A; [16]), following which the clinical team initiated antimicrobials as per the unit policy (first line: ampicillin and gentamicin for those suspected and not exposed to antibiotics, cefotaxime and amikacin if exposed to antibiotics; second line: piperacillin-tazobactam and netilmicin). The research team recorded the relevant information of sepsis workup in CRFs.
Microbiology processing
A dedicated microbiology research team processed the culture samples as per the standard protocol. For blood culture, a blood volume of 0.5-1 mL was drawn in Bactec Peds Plus (Becton Dickinson, USA) vial. The blood sample in Bactec vial was incubated in Bactec 9120/ Bactex FX 200 machines (Becton Dickinson, USA). The specimens indicating growth were subcultured on ready prepared 5% sheep blood agar and chocolate agar (bioMerieux, France), and in-house prepared MacConkey agar (Oxoid, UK). In cases with suspected fungemia, additionally, blood pecimens were collected in Bactec Myco F Lytic (Becton Dickinson, USA) bottle. On gram staining of the positive beeped bottle, additional inoculations were made on yeast chrome agar to rule out multiple yeast infections. The pathogens were identified and antimicrobial susceptibility testing (AST) was performed using Vitek-2 compact system (bioMérieux, France). AST results were interpreted as per Clinical and Laboratory Standards Institute (CLSI) guidelines as susceptible, intermediate (I), or resistant (R). [18] [19] [20] The Gram-negative pathogens' resistance profiles were also categorized based on resistance to various antimicrobial classes namely, (i) extended-spectrum cephalosporins (any two of ceftazidime, ceftriaxone, or cefotaxime), (ii) aminoglycosides (any one of gentamicin, amikacin, or netilmicin), (iii) carbapenem (imipenem or meropenem), (iv) fluoroquinolone (ciprofloxacin), and (v) piperacillin+tazobactam. If resistance to any three of the five specified classes were detected, the pathogen was labeled multidrug resistant (MDR).
Outcomes and definitions
Two senior pediatricians (consultants) prospectively assigned the diagnosis of sepsis based on the clinical course, sepsis screen results, and culture reports using the definitions adapted from National Healthcare Safety Network (NHSN) ( Table 1 and S1 File: Table A ). [21, 22] The causes of death were assigned prospectively by the clinical and research teams.
To examine the differences in pathogen profile and their AMR in community versus hospital acquired sepsis, we arbitrarily categorized neonates with culture-positive sepsis into four groups (S1 File: Table B) : (i) 'community acquired infection' (CAI), (ii) 'possibly community acquired infection' (pCAI), (iii) 'possibly healthcare-associated infection' (pHAI) and (iv) 'healthcare-associated infection' (HAI). The CAI group included neonates who were born at home, had no prior admission in a health facility, and were diagnosed to have sepsis within 48 hours of admission to the study hospital. The pCAI group included neonates who were born at any health facility and discharged to home but were later admitted in the study hospital after 7 days of life and diagnosed to have sepsis within 48 hours of admission. The pHAI group included a) neonates similar to pCAI but were diagnosed to have sepsis within 7 days of postnatal age and b) neonates with prior history of hospitalization in other health facilities and were diagnosed to have sepsis within 48 hours' admission to the study hospital. The fourth group, HAI, included neonates diagnosed to have sepsis after 48 hours of admission in the study hospital, irrespective of the place of birth or prior admission in any health facility.
Data management and quality assurance
The research physician checked the CRFs daily for accuracy while the senior investigators at CNBC and at the coordinating center cross-checked them on a weekly basis. Data was entered in duplicate into an online database developed in Visual Basics as front-end and MS SQL Table 1 . Definitions used in the study Ã .
• Culture-positive sepsis Isolation of a recognized pathogen from blood/CSF/other body fluids in neonates suspected to have sepsis based on clinical features or perinatal risk factors, and the neonate had received appropriate antibiotic therapy; In case of coagulase negative staphylococci (CoNS), culture-positive sepsis was labeled only if the clinical course was suggestive of sepsis and appropriate antibiotic therapy was given server as back-end with inbuilt range and logical checks. Detailed quality assurance system for clinical and laboratory procedures as well as data management system were put in place (S1 File: Table C) ; a dry run was carried out for four weeks before rolling-out the study. The microbiology laboratory at CNBC has robust internal quality assurance program and had participated in National level external quality assurance scheme (EQAS). Additionally, we instituted study-specific EQAS (S1 File: Panel B), wherein identification and AST results for 10% of isolates were cross-checked at the coordinating center.
Statistical analysis
Statistical analysis was performed using Stata 11Á2 (StataCorp, College Station, TX, USA). Prevalence of sepsis was calculated by dividing the number of neonates with sepsis by total number of NICU admissions.
Consent and ethics clearance
The study was approved by the Institutional Ethics Committee of CNBC and AIIMS. Written informed consent was taken from the parents of enrolled neonates.
Results
A total of 2588 of 2643 neonates admitted from July 2011 to February 2015 were enrolled, after excluding the re-admissions (n = 55) (Fig 1) .
The mean birth weight and gestation were 2204 g and 35.4 weeks, respectively (Table 2) . Over four-fifths of neonates were born at or after 32 weeks (2263/2583) and had a birth weight of 1500 g or more (1674/2058) (S1 File: Table D) . About two-thirds of enrolled neonates were males (65%). Two-thirds were admitted within the first week of life-nearly a quarter within 24 h. One-fifth of neonates was born at home-most were delivered by traditional birth attendants (Table 2 ). Around one-third received unhygienic cord practices and prelacteal feeds. Over a third (38.0%) were referred after being admitted at another health facility-mostly private hospitals-after a median (IQR) duration of stay of 2 (1 to 7) days. Most of these neonates (83.8%) had received antibiotics for a median duration of 3 (1 to 6) days during prior hospitalization, the common antibiotics being amikacin, cefotaxime, meropenem, and piperacillin-tazobactam ( Table 2) .
Prevalence of sepsis
Overall, we suspected 2280 episodes of sepsis in 2118 (81.8%) neonates and processed 4365 cultures (Table 3; S1 File: Tables E-G) . Sepsis was diagnosed in 1416 neonates (54.7%; 95% CI 52.8 to 56.6) and in 1458 episodes. A total of 339 neonates (13.1%; 95% CI 11.8 to 14.5) had culture-positive sepsis. Only few neonates-28 and 7 -had two and three episodes of total sepsis, respectively. Meningitis, necrotizing enterocolitis, and systemic fungal infections were diagnosed in 180 (7.0%), 113 (4.4%), and 91 (3.5%) neonates, respectively (Table 3) .
Profile of pathogens
A total of 401 pathogens were isolated; bacterial pathogens accounted for about three-fourths. There was a predominance of Gram-negative isolates (52.9%; Table 4 ); the common isolates were Klebsiella pneumoniae (12.5%), Acinetobacter baumannii (11.5%), Escherichia coli (8.0%), and Enterobacter cloacae (5.7%). The common Gram-positive pathogens were Staphylococcus aureus (4.7%), Staphylococcus epidermidis (4.2%), Staphylococcus hemolyticus (3.2%), and Enterococcus faecium (3.0%). A quarter of isolates were fungi, predominantly comprising of Candida tropicalis (5.0%), Candida albicans (5.0%), and Candida parapsilosis (4.5%). Group B streptococci were isolated in only two neonates (Table 4) .
Of the sub-groups of neonates with culture positive sepsis, there was a predominance of Gram-negative organisms-E coli (n = 9); A baumannii (n = 8); and K pneumoniae (n = 6) in neonates with CAI (Table 4) . Among those with pCAI, Gram-positive organisms (S aureus, n = 6 and E faecium, n = 5) followed by enterobacteriacae (K pneumoniae, n = 4; E coli, n = 4; and E cloacae, n = 4) were the common isolates. In neonates with pHAI, there was a predominance of Gram-negative organisms (K pneumoniae, n = 39, 14.2% and A baumannii, n = 36, 13.1%) and Candida (C albicans, n = 18, 16.5% and C tropicalis, n = 15, 5.5%) while in those with HAI, Candida spp. were predominant organisms (C tropicalis, n = 3 and C albicans, n = 2).
Antimicrobial resistance
Most bacterial isolates revealed high degree of AMR (S1 File:Tables H-I), even to "rescue" antibiotics like carbapenems, vancomycin, linezolid, teicoplanin and colistin. Carbapenem 
Maternal details
• Urinary tract infection in last trimester 208/2287 (9.09%)
• Fever within 7 days prior to delivery 211/2303 (9.2%)
• Antibiotics within 7 days prior to delivery 142 (5.5%)
• Antenatal steroids (in <35 wk gestation; n/N) 102/701 (14.5%)
• (Table 5) . AMR pattern of most pathogens in the subgroups of culture positive sepsis were similar (Table 6 ). Among the four common Gram-negative bacilli, cumulative rates of multi-drug resistance were 65.4%, 71.4%, 78.7% and 66.0% while that of carbapenem resistance were 50.0%, 64.3%, 67.6% and 66.0% in CAI, pCAI, pHAI and HAI groups respectively (Table 6 ).
Systemic fungal infections
Among the 90 neonates diagnosed with fungal infections, the mean (SD) birth weight and gestation were 1751 (698) g and 33.8 (4) weeks, respectively. Around two-thirds of these neonates Only one of the tested isolates (Candida sphaerica) was resistant to fluconazole and voriconazole. Four isolates (Candida krusei (n = 2) and Candida guilliermondii (n = 2)) were resistant to Amphotericin B (S1 File: Table J) .
Outcomes
Sepsis was the most common cause of death, accounting for two thirds of total deaths (153/ 243; 63.0%; 95% CI 56.6 to 69.0; Table 3 ). The case fatality rates (CFR) of culture-positive and Data expressed in n/N (%);Carbapenems: Meropenem or imipenem; fluoroquinolones: ciprofloxacin; aminoglycosides: amikacin or netilmicin or gentamicin; ES cephalosporins (ESC); for details, refer to text; there are variations in denominators in each cell as antibiotics sensitivity testing for all drugs was not done culture negative sepsis were 23.0% and 6.8%.; CFRs in the sub-groups of CAI, pCAI, pHAI, and HAI were 25.0%, 19.5%, 22.7%, and 29.4%, respectively. Systemic fungal infections also showed comparable CFR (22.0%). Amongst the common isolates, CFR was the highest for Escherichia coli (40.6%) followed by Acinetobacter baumannii (37.0%) and Candida parapsilosis (33.3%; S1 File: Table K ). The CFR among multi-drug resistant pathogens were in general higher than 'sensitive' isolates (Table 5) . Among the neonates with MDR sepsis, only half survived (74/131, 56.5%).
Discussion
With over 2500 enrolled neonates, the present study is one of the largest studies on sepsis in outborn neonates from LMICs. It had a heterogeneous mix of neonates-one-fifth was born at home while two-fifths were referred from another health facility at different postnatal ages. The four major findings include (i) a very high prevalence of sepsis, which was also the foremost cause of in-hospital mortality; (ii) unusual rates of invasive fungal infections, with Candida spp. being the most commonly isolated pathogen; (iii) an alarmingly high degree of AMR among the bacterial isolates; and (iv) an unexpectedly high level of AMR even in community acquired infections. More than half of the enrolled neonates (55%) had final diagnosis of sepsis, of whom a quarter had culture positive sepsis. Though the CFR was only 11% and 23% in total and culture-positive sepsis, respectively, sepsis accounted for two-thirds of deaths. The very high prevalence of sepsis, hitherto unreported, is indeed a cause of concern. The NNPD networkinvolving 10 leading outborn units in India-reported a prevalence of about 40%, a decade ago.
[9] Rates of 53% in an older study from Malaysia and 27% from a recent 17-centers Canadian study have been reported among outborn very low birth weight (VLBW) neonates. [5, 7] The mean birth weight in our cohort was about 2200 g but still the prevalence of sepsis was much higher. In contrast, sepsis rates (of 11.5% to 16.5%) even in the highest-risk category of preterm/VLBW inborn neonates are much lower in the high-income countries. [23] [24] [25] [26] [27] What are the possible reasons for such a high prevalence of sepsis in the present study? A selective referral bias of preterm neonates is unlikely to be an explanation because more than half of the neonates with sepsis were born at term gestation. Over-diagnosis of sepsis-a Table 6 . Antimicrobial resistance of common Gram-negative isolates.
K pneumoniae (n = 50)
A potential risk with a high prevalence of culture-negative sepsis-is also unlikely because the diagnosis was assigned prospectively based on the clinical course and investigations (sepsis screen was positive in 61% of neonates with culture-negative sepsis). The fact that most (94%) infections were diagnosed within 24 h of admission suggests that the neonates were already harboring infection at the time of admission in the study hospital (S1 File: Table F ). This signifies that prior hospitalization is one of the strong risk factors of sepsis in the referred neonates, most (about 80%) of who came from private hospitals/nursing homes. It is possible that many, if not all, of these units have sub-optimal infection control practices [28] and irrational antibiotic policies. There is a definite need to optimize infection control practices and facilitate implementation of quality control measures in these units. [28] [29] [30] [31] Among home-delivered neonates, the high rates of unhygienic cord practices and lack of breastfeeding might explain the high prevalence of sepsis.
More than a quarter of neonates with culture positive sepsis in the present study had systemic fungal infections. Studies from LMICs have seldom reported such predominance of fungal sepsis in outborn neonates. More striking is the case-mix of fungal sepsis-nearly two-thirds weighed 1500 g or more at birth while 70% were born at or after 32 weeks' gestation. In contrast, systemic fungal infections in HICs are usually reported among preterm (born at or before 32 weeks' gestation) VLBW neonates who are at risk following prolonged ventilation and parenteral nutrition, and antibiotic therapy with broad spectrum antibiotics. [22] Such risk factors are unlikely in more mature neonates. Still, a sizeable proportion (2.9%, 67/2263) of mature neonates developed fungal sepsis in the present study. As observed with infections in general, most (93%) cases of systemic fungal sepsis were diagnosed within 24 h of admission in study hospital. Interestingly, most of them were a week old and nearly three-fourths had history of prior hospitalization with uniform previous exposure to broad-spectrum antibiotics like third-generation cephalosporins (50%) or meropenem (32%). This again highlights the need to review antibiotic policies and establish antibiotic stewardship programs in referring hospitals.
We found an alarming prevalence of AMR including MDR (56% to 91%) amongst sepsis causing organisms. We used classes of higher-spectrum antibiotics (carbapenems, piperacillin-tazobactam), rather than the WHO-recommended first-line options [32] such as ampicillin, gentamicin, and cefotaxime [33, 34] to define MDR. Still, we observed worse AMR profile. More importantly, the AMR rates in the outborn cohort were higher than that in inborn cohort of DeNIS collaboration.
[16] For example, the prevalence of MDR in the isolates of Acinetobacter, Klebsiella spp., and E coli was 91%, 78%, and 56%, respectively in the outborn cohort whereas the corresponding figures were 82% (181/222), 54% (91/169), and 38% (52/ 139) in the inborn cohort. Among Gram-positive pathogens also, meticillin resistance was detected in 88% (15/17 of S. epidermidis) and 61% (85/140 of coagulase negative staphylococci) isolates in the outborn and inborn cohorts, respectively. In general, such high rates of AMR are also in line with recent reports from India and other LMICs. [35] [36] [37] [38] [39] Interestingly, the profile of pathogens differed among the sub-groups-Enterobacteriacae members were the leading Gram-negative organisms in the CAI group, the Gram-positive pathogens dominated the pCAI group, both Gram-negative and fungi were prevalent in the pHAI group, while the Candida spp. emerged as the commonest isolate in HAI category. But the degree of AMR was almost comparable among all the categories (with the possible exception of E coli; Table 6 ). While it is possible that neonates in the pCAI group may have been colonized with resistant pathogens in the birthing hospitals due to unhygienic practices during childbirth [28] , the more disturbing fact is the high level of AMR observed even among neonates with CAI group who were born at home and had no prior exposure to health facilities. This possibly indicates population level penetration of AMR-escalating factors like rampant use of antibiotics in health/other sectors. [39, 40] Assuming that the AMR pattern of isolates from community-acquired infections (CAI and pCAI) are really representative of the true scenario in LMIC settings, the threat of 'post-antibiotics era' [39, 41, 42] does not appear to be imaginary any longer.
The major strength of our study includes high methodological rigor and prospective classification of sepsis. However, our study has a few limitations. First, the data is representative of a tertiary level outborn NICU with a high likelihood of referral bias-sicker and infected babies admitted more often. Second, the classification of pCAI and pHAI sepsis was, at best, arbitrary. There may be some degree of overlap between the two-for example, the former group included neonates who were discharged following safe hospital delivery but became symptomatic after seven days of life. It is possible that a few neonates stayed in their birth hospital for maternal indications for 5-6 days before getting discharged-they were more likely to have healthcare associated infections.
Conclusions
In this study involving one of the largest prospective cohort of outborn neonates from India, we report high burden of sepsis related deaths, high rates of fungal infection in referred neonates and alarming rates of antimicrobial resistance among the bacterial isolates causing increased mortality, even among those of possible community origin. There is an urgent need to undertake measures aimed at prevention, and timely detection and referral of neonates with sepsis from community as well as hospitals. National programs need to implement antibiotic stewardship policies at utmost priority at various levels of health system in order to achieve reduction in IMR in line with the sustainable development goals (SDGs).
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